. Representative annotated spectrum of a pooled normal human serum sample after MeOH ppt + UF.
. Summary of detected and quantified metabolites in healthy pooled human serum subjected to MeOH ppt + UF (n=20), MeOH:CHCl3:water ext + UF (n=10), and MeOH ppt only (n=8). P-values were determined by ANOVA with Tukey's post-hoc test (adjusted p-value), performed on normalized data corrected for multiple comparisons. Figure S4 . Representative 1D 1 H-NMR spectra of technical replicates of pooled human serum from patients with sepsis subjected to either (a) MeOH:CHCl3:water extraction followed by ultrafiltration (+UF) or (b) MeOH precipitation + UF. Formate was added to samples as the internal standard (I.S.) and 1 H-NMR spectra were acquired on a 500MHz Varian NMR with metnoesy pulse sequence and 32 transients (see text for pulse sequence details). Phase shift correction, excision of the water peak, and baseline correction were performed before identification and quantification of metabolites (see text for details). Figure S6 . Representative 1D 1 H-NMR spectra of technical replicate samples of pooled healthy pig whole blood (WB) subjected to a MeOH:CHCl3 precipitation, and b MeOH:CHCl3:water extraction. 1 H-NMR were acquired on a 500MHz Varian NMR with metnoesy pulse sequence and 32 transients (see text for pulse sequence details). Phase shift correction, water peak excision, and baseline correction were performed before identification and quantification of metabolites (see text for details). Figure S8 . Representative 1D 1 H-NMR spectra of technical replicate samples of pooled baboon whole blood (WB) subjected to (a) MeOH:CHCl3:water extraction followed by ultrafiltration (+ UF), (b) MeOH:CHCl3 precipitation, or (c) abbreviated MeOH:CHCl3:water extraction. 1D 1 H-NMR were acquired on a 500MHz Varian NMR with metnoesy pulse sequence and 32 transients. Phase shift correction, water peak excision, and baseline correction were performed before identification and quantification of metabolites (see text for details). Figure S9 . Principal component analysis (PCA) plots of technical replicates of pooled baboon whole blood (WB) which shows that variance is less when MeOH:CHCl3 precipitation is used compared to MeOH:CHCl3:water extracted followed by ultrafiltration (+UF) or abbreviated MeOH:CHCl3:water extracted samples.
MeOH ppt + UF

S4.4 Methanol:chloroform:water extractions -detailed procedure
From each sample, 500 μL was transferred to a glass vial and extracted with MeOH:CHCl3 (2 mL, 1:1 v/v), vortexed, then centrifuged (1300g, 4°C for 20 min). Supernatants were transferred to a second vial, and the pellet was extracted with MeOH:CHCl3 (1 mL), vortexed, and centrifuged (1300g, 4°C for 20 min). Supernatants from each extraction step were combined in a glass vial. Pellets were resuspended in 1mL deionized water. Supernatants were washed with 1mL water, vortexed, and chilled (4°C for 18 min). The upper (aqueous) layer was added to the pellet, vortexed, and centrifuged (1300g, 4°C for 20 min); the lower (organic) layer was dried by speed vacuum (50°C) for later analysis. The supernatant was removed from the pellet into a round-bottom flask (50-mL) and the pellet was washed with water (1 mL), vortexed, and centrifuged (1300g, 4°C for 20 min). This supernatant was added to round-bottom flask, and combined supernatants containing the aqueous metabolites were diluted with DI water (2 mL) and dried by lyophilization for no more than 24 hours.
